EXPERIMENTAL
Dimethylsulfoxide (DMSO), and methanol were purchased from Wako Pure Chemicals . All reagents were used without further purification. Immunoblotting. Anti-EGFR mAb-immobilized particle (particle a) and Fc-III-immobilized particle (particle b)
Synthesis of Fc antibody-recruiting molecules (Fc-ARMs
were prepared by using a 3-m particle (Magnosphere MS300/Low Carboxyl; JSR Life Sciences) following the manufactures protocol. The amounts of immobilized anti-EGFR mAb and Fc-III on the particle were determined to be 1.9 x 10 6 and 3.1 x 10 6 molecules/particle, respectively. KHYG-1/FcγIIIa-158V cells (3 x 10 6 cells) were plated in 25 cm 2 flask and cultured in RPMI 1640 medium supplemented with 10 ng ml -1 recombinant human IL-2, 10%
fetal bovine serum, 100 U ml -1 penicillin, and 100 g ml -1 streptomycin. Twenty-four to 36 hours after the plating, the cells were left unstimulated or stimulated with particle a and/or b together with anti-EGFR mAb (200 nM) at 37˚C for 3 min, then the cells were lysed in lysis buffer containing 50 mM Tris/HCl (pH 7.5), 0.15 M NaCl, 1%
Nonidet P-40, 2 mM EDTA, 50 mM NaF, and 0.2 mM Na 3 VO 4 was started with 25% of mobile phase B, and increased to 60% (1%/min).
